[Effect of adipose differentiation-related protein on the apoptosis of H9c2 cells by palmitic acid].
To construct a eukaryotic expression vector for expressing adipose differentiation-related protein(ADRP) protein and obtain a stable transfected H9c2 cell line. (1)The full length DNA fragment of ADRP gene was amplified by PCR from the myocardium of adult SD rats and was inserted into pEGFP-C1 with T4 ligase. After the identification of digestion and sequencing on the recombinant pEGFP-C1-ADRP, the recombinant was transformed into E.coli strain DH5α.and the positive recombinant plasmid was selected. (2)The selected positive recombinant clones were amplified and transfected into H9c2 cells by lipofectamine(TM);2000. Cells containing stable transformants were selected by the ability of resistance to G418. The stable transfected cell line expressing high level of ADRP were obtained. Expression of green fluorescent protein gene was observed under fluorescence microscope and the expression of ADRP was identified by RT-qPCR and Western blot analysis. (3)The apoptotic percentage of H9c2 cells caused by PA was determined by flow cytometry. (1)Restriction map analysis and DNA sequencing analysis revealed that our target gene fragment was inserted into the expressing vector pEGFP-C1 successfully. (2)Green fluorescent was observed by fluorescence microscope on the cells which were transfected with pEGFP-C1 and pEGFP-C1-ADRP and did not disappear even at the twentieth passage of H9c2 cells. RT-qPCR and Western blot analysis showed that recombinant cells exhibit higher levers of mRNA and protein. (3)After treatment with different levels of PA, the apoptosis percentage of recombinant cells was lower than those of the other two cells. (1)The eukaryotic expression vector pEGFP-C1-ADRP and stable transfected H9c2 cells were established successfully. (2)The overexpression of ADRP gene could prevent apoptosis of cells caused by PA, which indicated that ADRP might play a protective role in H9c2 cells.